Supplemental Experimental Procedures
Histone modification ChIP-Sequencing Megakaryocytes were cultured as described for TF ChIPs. ChIP assays were performed using 33.4 million cells using anti-trimethyl-Histone H3 (Lys4; clone MC315, Millipore), Antiacetyl-Histone H3 (Millipore), and Anti-trimethyl-Histone H3 (Lys27, Millipore). Patterns for H3K27me3, H3K4me3 and H3K9ac around the HOXA loci show active genes on the right hand side with repressive marks on the left. The homo sapiens promoter database (Cold Spring Harbor Laboratory) was used to depict the histone marks on all promoters.
Validation of the ChIP material by Real-time PCR
Enrichment for the GATA1 ChIP was determined with the following primers: SCL -16kb forward;
5'-TGTAAGTGGCAGTGGTGATGTCT-3', reverse; 5'-AACAGAACACACTTGAAGTGGCA-3'. SCL +40kb forward; 5'-TGGGAATGAGCGATAAGGAT-3', reverse; 5'-TTACAGCCCTTCACCCTCAC-3'.
Enrichment for all other ChIPs was quantified with the following primers: RUNX1 +23kb
forward; 5'-CCTGTGGTTTTCTCGCTCTC-3', reverse; 5'-ATGCTGACAGCCTCAGATGG-3'. RUNX1 +31kb forward; 5'-AAAGCCACAAAAAGAGATCTGG-3', reverse; 5'-AGCACCTGCCAGAAGACATC-3'.
Peak calling
Peak calling programs and parameters used for the different TFs were as follows. GATA1:
overlap of all three programs with Findpeaks -FDR <0.01 called, MACS -mfold=16 --tsize=35 --bw=100 --pvalue=1e-9 --gsize=2200000000 -nolambda, Peakseq -p=0.01.
GATA2: MACS -mfold=16 --tsize=35 --bw=100 --pvalue=1e-9 --gsize=2200000000 -nolambda. RUNX1: overlap of all three programs with Findpeaks -FDR 0 called, MACSmfold=16 --tsize=35 --bw=100 --pvalue=1e-15 --gsize=2200000000 -nolambda, Peakseqp=1e-7. FLI1: Findpeaks -default setting for ChIPseq analysis, peaks with FDR < 0.05 called. SCL: Peakseq -standard settings (p=0.05). When the overlap of three algorithms was used, MACS peak coordinates were used as reference for further analysis.
Generation of Pdzk1ip1 targeted ES cell lines
To inactivate Pdzk1ip1 a targeting vector was generated by bacterial recombineering which was designed to delete 131bp of exon 1 of Pdzk1ip1 (containing the ATG site) and insert a
LacZ reporter gene and a LoxP-PGK-Neo-LoxP cassette (Liu et al., 2003 CBFA2T3  CDK5RAP2  CDK9  ENO1  G3BP2  HFM1  ILK  KLF2  LYL1  MAX  MEX3B  NCOR2  NEUROG1  NFATC1  NFE2  PMF1  PPBPL2  PPIE  RERE  RUNX1  RXRA  SLBP  SUFU  TAL1   BMP2K  CD84  CDKL1  CHN2  CXCL2  DIAPH1  DUSP28  FERMT3  GNA12  GNB5  GP1BB  GPR182  GRIK4  IRS2  ITGA2B  LRP5  MACC1  P2RX1  PLXNA4  PTGIR  RAMP1  RGS9  SEMA4D  SH2D3C  TNIK  TREML2  USP20  XCL2   ABCC1  ACSF3  AP1M1  ASS1  BCL2L1  C6orf103  CACNA1C  CCND3  CDH23  COPZ1  CTNND2  DAB2IP  DLK1  DNAJB2  EFHC2  EMILIN1  EPB49  EVL  FNTB  GCNT1  GGTA1  IMPDH2  LIMS1  MARCH2  MICAL3  MYL4  MYRIP   OAT  PDE3A  PLA2G6  RAB7A  RCN1  RDH16  RHBDL3  RNPEPL1  RPN1  RSPO2  SEPT5  SEPT9  SLC39A3  SLC39A4  SLCO5A1  SMOX  ST8SIA6  STOM  SYNRG  TAGLN2  TNFAIP8  TPM4  UBE2H  UCP3  UMODL1  ZC3HC1  ZMYND8   ANKRD33B  ASB8  BCL8  C11orf24  C12orf68  C14orf70  C1orf150  C1orf212  C1orf55  C21orf121  C5orf15  C5orf56  C8orf75  CCDC19  CEP68  CUX1  CXADRP2  DLG2  FAM73B  GJA4  GNG8  HAUS2  HCCA2   HTT  KIAA0125  LAPTM5  LOC100272217  LOC284805  MDM1  MIR557  MIR663  MIR760  NCRNA00164  PDZK1IP1  PRR5  PTTG1IP  RSPH1  SAMD14  SLC43A3  TIFAB  TMEM129  TMEM64  TMEM88  TSPAN33  UBASH3A   Transcriptional  Control  Signal Transduction  Other  No GO Annotation Table S4 . Candidate Target Genes of GATA1, GATA2, RUNX1, FLI1 and SCL in Primary Human Megakaryocytes, related to Figure 5 151 candidate target genes of the 144 regions bound by all 5 TFs separated in GOannotation groups.
Tijssen et al Supplemental Table 5   Table S5 .
Morpholino Sequences for Targeted Genes and Primers Used to Verify
Their Efficiency, related to Figure 5 mRNA levels of ncor2, march2, smox, nfatc1, pttg1lp, emilin1 and pdzk1ip1l in MO-injected embryos (next to ladder) and control were measured by RT-PCR, from equal amounts of total RNA. Splice modifications are seen as a band shift, as indicated with the black arrows.
Amplification of β-actin, was used as a control where MO injection resulted in mRNA degradation. Tijssen et al Supplemental Table 6   Table S6 . Candidate Target Genes of GATA1, GATA2, RUNX1, FLI1, and SCL Selected for Knockdown in Zebrafish, related to Figure 5 A short description of the function of the genes and the percentage of homology between human and zebrafish is given. A summary of phenotypes of MO knock down in zebrafish is depicted in the last two columns. pdzk1ip1l   53  41  71  58  63  67  61  48  37  78  50  58  64  58  40  51  56  74  40 Tijssen et al Supplemental Table 7 average/em 
